Whether the coexistence of anti-A/B antibody and donor specific anti-HLA antibody (HLA-DSA) has a synergistic impact on the development of acute antibody-mediated rejection (AAMR) in kidney transplant recipients (KTRs) is unclear. This study includes 92 KTRs who received a kidney from an ABO-incompatible (ABOi) donor or were presensitized to donor HLA (HLAs) and 292 controls (CONT). HLAs was defined as a crossmatch positivity or the presence of HLA-DSA. We compared the incidence of AAMR among ABOi (n = 58), ABOi +HLAs (n = 12), HLAs (n = 22), and CONT (n = 292) groups and evaluated the risk factors and antibody type (anti-A/B vs. HLA-DSA) responsible for AAMR. AAMR developed less frequently in ABOi and CONT than in the ABOi+HLAs or HLAs (P < 0.05 for all); however, there was no difference between the ABOi+HLAs and HLAs groups. AAMR developed more frequently with strong HLA-DSA at baseline; however, high baseline anti-A/B titer did not affect AAMR development. Strong baseline HLA-DSA was an independent predictor for AAMR, however the baseline anti-A/B titer was not. All four AAMR episodes in ABOi+HLAs were positive to HLA-DSA but not to anti-A/B. In conclusion, ABO incompatibility does not increase the risk for AAMR in HLAs KTRs.
Introduction
Both humoral sensitization to antigens of the human leukocyte antigen (HLAs) and ABO incompatibility (ABOi) have been important immunologic barriers to successful kidney transplantations (KTs) [1, 2] . These two conditions have many similarities in treatment and clinical course. For example, a desensitization protocol comprising plasmapheresis (PP), intravenous immunoglobulin (IVIg), and rituximab (RTX) has been used in both conditions; moreover, in both, inadequate removal of the preformed antibody or development of a de novo antibody after KT may cause antibody-mediated tissue injury that can limit the long-term outcome of the allograft [3, 4, 5, 6, 7, 8] .
However, the two conditions have shown some differences in outcome. For example, many recent studies showed that the outcome of ABOi KT is comparable to ABO-compatible KT [1, 4, 7, 9, 10] . In contrast, KT recipients with presensitization to donor HLA still showed inferior clinical outcome in terms of acute rejection and allograft survival rate [4, 11, 12] . The reason for this is unclear; however, the difference in nature between the donor-specific anti-HLA antibody (HLA-DSA) and the anti-A/B antibody may result in the above-mentioned discrepant outcome between the two conditions.
In case of KT in combined ABOi and HLAs, it is still unclear whether the coexistence of both antibodies has a synergistic impact on the immunologic risk compared with KT in HLAs. Indeed, it has been rarely investigated and only a few published data exist about this issue [13, 14, 15, 16] . In this study, we described our experiences of KT in recipients with combined ABOi and HLAs, and compared their outcomes with those of solely ABOi or HLAs KT recipients. Finally, we investigated whether ABOi affects the immunologic risk of patients presensitized to donor HLA.
Patients and Methods

Study population
From May 2009 to November 2013, 386 cases of living-donor KTs were performed in Seoul St. Mary's Hospital (Seoul, Korea). We excluded 2 cases who took kidney and hematopoietic stem cell transplantation simultaneously; hence 384 cases were included. None of the transplant donors were from a vulnerable population and all donors or next of kin provided written informed consent that was freely given. In this study, ABOi means kidney transplantation from ABO incompatible donor and HLAs was defined as a positive result in any type of crossmatch test (complement-dependent cytotoxicity [T and B cell] or flow cytometric crossmatch [T and B cell]), or the presence of HLA-DSA with a median fluorescent intensity (MFI) value of >5000 in the Luminex single-antigen assay (LSA) (Tepnel Lifecodes Corp., Stamford, CT). According to above criteria, we divided patient population into four groups: ABOi (n = 58), ABOi+HLAs (n = 12), HLAs (n = 22) and control (CONT) (n = 292) (Fig 1) . This study was approved by the institutional review board of Seoul St. Mary's Hospital (KC11RCMI0716). Informed consent was waived because this study was done by retrospective medical record review. Patient records and information was anonymized and de-identified prior to analysis.
Pretransplant immunologic testing
The immunologic work-up was performed as described previously [4] . Briefly, immunologic tests including crossmatching, panel-reactive antibody (PRA) screening and HLA typing were performed before KT. PRA screening test was done by the Luminex method (Lifecodes LifeScreen Deluxe kits; Hologic Gen-Probe Inc., San Diego, CA) and was presented as %PRA; CDC-XM and FCXM testing were performed in the standard manner [17, 18] . HLA typing was performed using LIFECODES HLA-A, B, C, DRB1, DQB1 SSO Typing Kit (Immucor Transplant Diagnostics, Inc. 550 West Avenue, Stamford, CT 06902). This procedure was based on the hybridization of labeled single stranded PCR product to SSO probes.
When the PRA test was positive, we checked the presence of the anti-HLA antibody by using LSA. LSA assay for HLA-DSA was performed according to the manufacturer's instructions, using Lifecodes LifeScreen Deluxe kits (Tepnel Lifecodes Corp., Stamford, CT) as described previously [4] . If the anti-HLA antibody detected in the serum of the patient corresponded to the HLA type of the donor, it was classified as HLA-DSA. The results were presented as MFI levels, and the recipients were classified into four groups according to their peak level at baseline: strong, >10,000; moderate, 5000-10,000; weak, 1000-5000; and negative, <1000.
The anti-A/B antibody titers in ABOi KT recipients were monitored as described previously [7, 9, 10] . Briefly, we measured both anti-A/B IgG and IgM; however, we used IgG as the criterion to determine the pretransplant number of PP/IVIg and to decide whether to reach the target titer to allow KT. The anti-A/B antibody titer was measured every day from the start of PP/ IVIg treatment. The target titer at transplantation and during the first 2 weeks after transplantation was 1:16.
Maintenance Immune suppressant protocol
The typical immunosuppressive regimen in our center was described previously [8, 19] . Briefly, the initial immunosuppressant was tacrolimus (Tac) or cyclosporin (CsA) in combination with mycophenolate mofetil (MMF) and prednisolone. Basiliximab was used as induction therapy at 2 hours before transplantation and on day 4 after transplantation. The initial dose of Tac was 0.16 mg/kg per day orally, and of CsA, 7 mg/kg orally. The target trough levels were 8-12 ng/mL during the first 3 months and 3-8 ng/mL thereafter for Tac and 150-300 ng/mL during the first 3 months and 50-100 ng/mL thereafter for CsA. In all patients, methylprednisolone (1 g/day) was administered by intravenous infusion on the day of transplantation and was tapered to prednisolone at 30 mg/day on day 4 after transplantation. The initial dose of MMF was 1.5
Distribution of the patient population according to ABO incompatibility to donor and immunologic risk. Of 384 patients screened, 70 cases were ABO incompatible KT, and another 314 cases were ABO compatible KT. Out of ABO incompatible KT, patients with negative or weak HLA-DSA (MFI<5,000) belonged to ABOi group and patients with moderate to strong HLA-DSA (MFI 5,000) were regarded as ABOi+HLAs group. Likewise, out of 314 ABO compatible KT, patients with moderate to strong HLA-DSA belonged to the HLAs group and patients with negative or weak HLA-DSA were defined as the control (CONT) group. AAMR, acute antibody mediated rejection; AR, acute rejection; ABOi, ABO incompatible; HLAs, sensitized to HLA; HLA-DSA, donor-specific anti-HLA antibody; CONT, control group; KT, kidney transplantation; MFI, median fluorescent intensity g/day and the dose was modified to minimize adverse effects such as diarrhea or leukopenia. we administered basiliximab induction therapy on the day of KT and at posttransplant day 4.
In ABOi, ABOi+HLAs and HLAs group, we used pre-transplant desensitization therapy as described below and initiated immunosuppressant treatment at 7 days before transplantation. In CONT group, we initiated immune suppressant treatment at 2 days prior to transplantation and in patients who showed PRA > 50%, but had no additional immunologic risk (ABO compatible donor; negative cross match and weak or negative HLA-DSA), we used RTX at a dose of 375 mg/m 2 at 7 days before transplantation.
Pretransplant desensitization protocol
The desensitization protocol for each situation was performed as described previously [4, 7, 9, 10] . In ABOi KT recipients, we used RTX (MabThera; Genentech Inc., San Francisco, CA, USA) with a dose of 100 or 375 mg/m 2 at 30 days before transplantation and administered PP/IVIg until the anti-A/B antibody level decreased to 1:16. In addition, in the HLAs group, we used RTX at a dose of 375 mg/m 2 at 2-3 weeks before KT and administered PP/IVIg until the HLA-DSA decreased to a weak level (MFI <5000) and the crossmatch test became negative. In the ABOi+HLAs group, we used the same protocol as in ABOi KT; however, the target of desensitization was not only to reach an anti-A/B titer of 1:16 but also to decrease HLA-DSA to the weak level.
Monitoring and prophylaxis for opportunistic infections after transplantation
Infection prophylaxis was done as described previously [4, 7, 8, 20] . Briefly, all patients received fluconazole, bactrim, and valacyclovir from the start of immunosuppressant therapy until 6 months after transplantation. BK virus (BKV) and cytomegalovirus (CMV) were monitored as described previously [20] . Briefly, BKV and CMV were monitored at 1, 3, 6, 9, and 12 months after transplantation by using a real-time polymerase chain reaction (PCR) method. When the CMV viral copy number increased to >5000 copies/mL, we used ganciclovir as a preemptive therapy. When the serum BKV DNA copy number exceeded 1 × 10 4 copies/mL, we withheld MMF and performed a follow-up real-time PCR for BKV.
Diagnosis and management of acute rejection
An indication biopsy was performed in cases of allografts that showed a >20% increase in serum creatinine concentration. A 16-gauge biopsy gun was used under ultrasonic localization. Indirect immunofluorescence staining was performed by using monoclonal antibodies against complement protein C4d (Biogenesis, Poole, UK; dilution 1:50) for detecting C4d deposition. C4d positivity was defined as diffuse (>50%) and linear staining of peritubular capillaries. Histopathological diagnosis was made according to the revised Banff 2007 classification [21] . We concurrently checked the presence of HLA-DSA at the time of indication biopsy. In the ABOi or ABOi+HLAs group, we also checked the anti-A/B antibody titer during the indication biopsy.
Comparison of the clinical outcome parameters
We retrospectively reviewed the medical records of all patients and collected baseline characteristics including age, sex, and the relationship between recipients and donors. The primary outcome of this study is the incidence of acute antibody-mediated rejection (AAMR). The secondary outcomes are the incidence of overall acute rejection; other complications such as infection or postoperative bleeding; and change of allograft function, allograft, and patient survival rate.
Statistical analysis
Statistical analysis was performed by using SPSS software (version 15.0; SPSS Inc., Chicago, IL, USA). Data are presented as mean ± SD, or counts and percentages, depending on the data type. For continuous variables, means were compared by using Student's t-test. For categorized variables, Pearson's chi-square test and Fisher's exact test were used. Binary logistic regression analysis was used to investigate the risk factors for the development of AAMR. Allograft and patient survival rates were calculated by using Kaplan-Meier analysis, and the log-rank method was used to compare the survival rate between the three groups. All tests were two-tailed, and the results were considered significant when the P value was <0.05.
Results
Baseline and clinical characteristics
The mean age of all patients was 44.3 ± 11.5 years, and 211 patients (57.6%) were men. The overall median follow-up period was 27.4 months (range, 6.5-58.8 months). The most common indication for transplantation was primary glomerulonephritis (29.2%), followed by diabetes mellitus (19.8%) and hypertension (10.2%). The baseline characteristics of each group are presented in Table 1 . The proportion of male patients was higher in the ABOi group than in the ABOi+HLAs and HLAs groups (P < 0.01 for each). The follow-up duration was longer in the HLAs group than in the ABOi and CONT group. The primary renal disease did not differ among the three groups.
Comparison of immunologic characteristics and desensitization procedure
The proportion of living related donors was lower in ABOI group compared to CONT group and the HLA mismatch number was lower in CONT group than ABOi and HLAs group. (P < 0.05 for each) But it did not differ among ABOi, ABOI-HLAs and HLAs group. The proportion of second transplants and patients with PRA >50% was significantly higher in the ABOi+HLAs and HLAs groups than in the ABOi and CONT group (P < 0.05 for all). The proportion of a positive crossmatch at baseline was also significantly higher in the ABOi+HLAs and HLAs groups than in the ABOi and CONT group (P < 0.05 for all). However, no difference was detected between the ABOi+HLAs and HLAs groups in those parameters (P > 0.05 in all comparison). Low-dose RTX (100 mg/m 2 ) was used in 64% of the ABOi group patients; however, all patients in the ABOi+HLAs and HLAs groups took a typical dose of RTX (375 mg/m 2 ) (P < 0.05 vs. ABOi for both). In 11.6% of the CONT group, typical dose RTX was used because of high PRA. The mean number of pretransplant PP/IVIg sessions administered was 6.02 (range, [3] [4] [5] [6] [7] [8] [9] [10] [11] [12] [13] [14] [15] [16] , and it did not differ among the three groups (P > 0.05 for all comparisons) ( Table 1) .
Comparison of AAMR development
The incidence of AAMR episode per person was significantly lower in the ABOi or CONT group than in the ABOi+HLAs or HLAs group (P < 0.05 for all). AAMR free survival rate was significantly higher in the ABOi or CONT group compared to the other two groups as well (P < 0.05 for all) (Fig 2) . The overall incidence of acute rejection episode per person was also significantly lower in the ABOi and CONT group than in the other two groups (P < 0.05 for all). However, there was no difference between the ABOi and CONT group or between the ABOi+HLAs and HLAs groups in those parameters (Table 2 ). In addition, we checked the HLA-DSA or anti A/B antibody to identify which antibody is associated with AAMR. In the HLAs group, HLA-DSA was detected in five of seven cases of AAMR (71.4%); it was also detected in all four AAMR cases from the ABOi+HLAs group. In contrast, anti-A/B antibody was negative in AAMR cases of the ABOi+HLAs group. In the two AAMR cases from ABOi group, rebound of anti-A/B antibody was found, but HLA-DSA was not detected (Table 3) .
Prediction of AAMR by HLA-DSA or anti-A/B antibody titer at baseline
In our previous reports, high anti-A/B antibody titer (1:512) or strong HLA-DSA level (MFI 10,000) at baseline was a significant predictor for the development of acute rejection in ABOi or HLAs KT recipients, respectively [4, 7] . We analyzed the association between the above factors and the AAMR episodes in this study population, including ABOi, HLAs and ABOi +HLAs KT recipients. In the analysis including only the ABOi+HLAs and HLAs groups (n = 34), a significant increase in AAMR and overall AR was seen in patients with a strong baseline HLA-DSA (7 of 9, 77.8%) compared with recipients with a moderate or weak HLA-DSA (P < 0.05 for both) (Fig 3A and 3B) . However, in the analysis including only the ABOi+HLAs and ABOi groups (n = 70), no increase in AAMR was observed in patients with a high baseline anti-A/B antibody titer (2 of 10, 20%) compared with recipients with a low baseline anti-A/B titer (7 of 60, 11.7%) (P = 0.16) (Fig 3C) . The overall rejection incidence shows similar results to the above analysis (Fig 3D) . In multivariate analysis including the whole study cohort, a strong HLA-DSA at baseline was an independent risk factor for the development of AAMR; however, a high baseline anti-A/B titer was not (Table 4) .
Comparison of other complications, patient survival, and allograft survival
A total of 167 cases of infectious complications developed in 122 patients, and the incidence of infection per person showed increasing tendency in the three groups (ABOi, ABOi-HLAs or HLAs group) with pre-transplant PP/IVIg than in the CONT group, but it did not differ among the three groups. The incidence of postoperative bleeding was lower in the CONT group compared to the ABOi or ABOi-HLAs group (P < 0.05 for each), but it did not show any difference among the three groups with pre-transplant PP/IVIg (P > 0.05 for all) ( Table 2 ). During the follow-up, there were 17 cases of allograft failure: 9 in the ABOi group, 2 in the HLAs group and 6 in the CONT group. The reasons for the allograft failure in the ABOi group were four patient deaths (sudden cardiac death, acute respiratory distress syndrome, sepsis, and aneurysm rupture), two cases of chronic rejection, and three cases of postoperative bleeding. The reasons for allograft failure in the HLAs group were one case of acute rejection and another case of chronic rejection. The reasons for allograft failure in the CONT group were two cases of acute rejection and three cases of chronic rejection.and one case of patient death. No allograft failure was detected in the ABOi+HLAs group. No significant difference was detected among the four groups in allograft or patient survival rates (Fig 4A and 4B) . In change of allograft function, no difference was detected among the four groups up to 1 year after KT (Fig 4C) .
Discussion
In this study, we investigated the clinical outcome of ABOi+HLAs KT recipients compared with solely ABOi or HLAs recipients in terms of AAMR or overall acute rejection. We found that the outcome of the ABOi+HLAs group was similar to that of the HLAs group, and the outcome of the ABOi group was superior to that of the ABOi+HLAs and HLAs groups. This result suggests that ABOi does not have a significant impact on the outcome of KT in HLAs recipients. First, we established the protocol for ABOi+HLAs patients in our center. Usually, a similar protocol based on the combination of RTX and PP/IVIg is used both in HLAs and ABOi KT recipients in our center and in many other centers [1, 2, 7, 9, 15, 22, 23, 24, 25, 26, 27, 28, 29] . Hence, we could apply the same desensitization protocols as those that have been used in our center for ABOi+HLAs patients. Concerning the cutoff for sufficient desensitization, a decrease of anti-A/B titer to 1:16 in the ABOi group and a decrease of HLA-DSA to less than the weak level (MFI <5,000) in the HLAs group have been used as criteria for KT [4, 7] . Hence, in the ABOi+HLAs group, only when both an anti-A/B antibody titer of 1:16 and an MFI of HLA-DSA of <5000 were achieved did we consider it enough desensitization, and proceeded with transplantation. Between HLAs group and ABOi+HLAs group, only the timing of RTX infusion was different. 30 days before KT in ABOi+HLAs group and 2~3 weeks before KT in HLAs group. In both regimen, B cell depletion could be successful considering the timing of B cell depletion by RTX in previous study; hence the difference in the timing of RTX infusion may not affect the allograft outcome in two groups [30] . Next, we compared the development of AAMR between the four groups. In previous reports, including our own, transplantation across the HLA barrier resulted in higher rates of acute rejection compared with transplantation in nonsensitized patients [4, 11, 12, 31] . In contrast, many reports showed that the acute rejection rate in ABOi KT is similar to that in ABOcompatible KT [28, 29] . However, whether anti-A/B antibody has an additive impact on HLA-DSA in the development of AAMR has not been clearly determined yet. As expected, HLAs KT recipients including the ABOi+HLAs group showed a higher incidence of AAMR than the ABOi group in this study. However, the incidence of AAMR in the ABOi+HLAs group was similar to that of the HLAs group. In addition, all four AAMR cases in the ABOi +HLAs group developed with HLA-DSA and anti-A/B antibody was not detected at the time of AAMR. The above findings suggest that ABOi did not increase the risk for rejection in the HLAs KT patient group.
To further investigate the impact of anti-A/B antibody on acute rejection in HLAs KT, we performed a multivariate analysis. Previously, we found that a titer of anti-A/B antibody of 1:512 at baseline was an independent risk factor for acute rejection. However, HLAs and ABOi+HLAs patients were not included in that analysis; hence, we could not determine the impact of ABOi on HLAs KT patients on the basis of the result of our previous study [7] . Therefore, we included all the ABOi, HLAs, and ABOi+HLAs patients in this analysis, and finally, we found that a high baseline anti-A/B antibody titer was not a significant predictor for AAMR in this study group. In contrast, a strong HLA-DSA level at baseline was the independent risk factor for the development of AAMR, as seen in our previous study performed in patient groups not including ABOi KT [4] . This supports the idea that ABOi does not have an additive impact in the development of AAMR in the HLAs patient group.
The reason for the insignificant impact of the anti-A/B antibody in the HLAs KT group is unclear; however, it may have resulted from the lower immunogenic nature compared with the anti-HLA antibody. Indeed, the blood group Ag is composed of carbohydrate and mostly Tcell independent. In contrast, HLA Ag is composed of protein and is T-cell dependent. In addition, the anti-A/B antibody is naturally occurring, whereas anti-HLA antibodies develop as a result of exposure to foreign HLA antigens during pregnancy, blood product transfusion, or previous transplantations [14] . Owing to these differences in nature, a rebound of anti-A/B antibody after KT is less frequently observed, and a higher rate of accommodation was observed compared with HLA-DSA [7, 9, 14] . In contrast, rebound or de novo developed HLA-DSA is Impact of Anti-A/B Antibody and HLA-DSA in Kidney Transplantation frequently detected even in patients without sensitization to HLA before KT, and subsequently, it is significantly associated with worse allograft outcome [3, 32, 33] . In the comparison of overall acute rejection, a significant increase was found in the ABOi +HLAs or HLAs group compared with the ABOi or CONT group, similarly to AAMR. The reason for the increase of not only AAMR but also total rejection is unclear; however, it is possible that activation of humoral immunity may induce T-cell-mediated immune responses [34, 35] . Further investigation may be required to clarify this issue. In the comparison of Impact of Anti-A/B Antibody and HLA-DSA in Kidney Transplantation infectious or postoperative bleeding complications, they showed apparent increasing tendency in the three groups with pre-transplant PP/IVIg compared to in the CONT group. But, we did not find any significant differences among those three groups. In our previous report, the strength of desensitization is significantly associated with infection, and aggressive plasma exchange was found to increase the risk for postoperative bleeding [7, 8] . In ABOi, ABOi+HLAs and HLAs groups, we applied a similar desensitization protocol comprising PP/IVIg and RTX, and the number of PP/IVIg did not differ among the three groups, which resulted in a similar outcome in terms of infection and bleeding complications. The limitation of this study is the small sample size and short-term follow-up duration. Irrespective of the higher incidence of AAMR in the ABOi+HLAs and HLAs group, no difference in allograft and patient survival rates was detected between the three groups. Study conducted in larger patients group with longer follow-up duration would make more concrete conclusion in this field. In addition, the use of different doses of RTX according to the patient's immunologic characteristics might have caused bias. For example, we used low-dose RTX in ABOi KT patients with a low baseline anti-A/B antibody titer (1:128) without HLAs. On the other hand, we used typical-dose RTX in ABOi KT patients with a high baseline anti-A/B titer (1:512) or in HLAs irrespective of ABOi, both of which are higher-risk groups for rejection.
In conclusion, KT in patients with combined ABOi and HLAs had a similar incidence of AAMR to that in solely HLAs patients, and was inferior to that in ABOi patients. In addition, a high baseline titer of anti-A/B antibody was no longer a significant predictor for AAMR when the HLAs group was included, whereas a strong HLA-DSA at baseline was still a significant risk factor for AAMR even when the ABOi group was included. This suggests that ABOi does not have an additive immunologic risk on the clinical outcome of KT in recipients with high sensitization to HLA; hence, ABOi+HLAs KT recipients could be considered a similar risk group to HLAs KT recipients.
